proximal heterochromatin of the X chromosome, which is the only acrocentric among the D. melanogaster chromosomes, had also very low His2Av-mRFP levels in contrast to its distal euchromatic part. The bivalents formed by the large autosomes, chromosome 2 and 3, were represented by prominent His2Av-mRFP containing regions. In case of these large autosomes, each of the two KTs of a bivalent was associated with a comparable His2Av-mRFP domain, in contrast to the asymmetric XY bivalent.
Distinction of the two large metacentric autosomes, chromosomes 2 and 3, was most difficult but often possible based on characteristic differences in the pattern of His2Av-mRFP signal intensity within the pericentromeric regions ( S5 Fig). One of the large autosome bivalents was characterized by His2Av-mRFP blobs close to the KTs that were especially prominent. These blobs were most evident during prometaphase. To distinguish whether the large autosome characterized by these prominent KT-proximal His2Av-mRFP blobs was chromosome 2 or 3, we analyzed spermatocytes that had a lacO repeat array on one of the two chromosome 2 homologs (S5 Fig) . Moreover, these spermatocytes also expressed GFP-lacI-nls and His2Av-mRFP. Time lapse imaging revealed that the GFP-lacI-nls dot signal was present on the large autosome that did not display the prominent KT-proximal His2Av-mRFP blobs. Therefore, the large autosome characterized by these blobs appears to be chromosome 3. 
